Background: Epithelial-mesenchymal transition (EMT) plays a crucial role in the progression and aggressiveness of colorectal carcinoma. E-cadherin is the best-characterized molecular marker of EMT, but its prognostic significance for patients with CRC remains inconclusive.
Introduction
Colorectal cancer (CRC) is the third most common cause of cancer-related deaths worldwide, and its 5-year survival rate ranges from 90% for stage1 patients to 10% for metastatic cases [1] . Thus, distant metastases formation is the decisive and the most lethal event during the disease course. In fact, about 25% of CRC patients present with Liver metastases at the time of diagnosis. Although Liver metastasis may be successfully treated by surgical resection, more than two thirds experience relapse [2] . Furthermore, 30-40% of cases will unfortunately develop metastases within 2 years after the resection of the primary tumour. Therefore, it is important to uncover the biological mechanisms underlying metastases of CRC and formulate strategies to intervene in this process.
Mounting evidence suggests that epithelial-mesenchymal transition (EMT) plays a crucial role in the progression and aggressiveness of colorectal carcinoma [3] [4] [5] [6] . EMT was first recognized as an essential component of embryonic development, tissue remodeling, and wound repair [7] . Later, EMT was reported to participate in the progression and metastases of many epithelial tumors [8] . During the process of EMT, epithelial cells actively downregulate cell-cell adhesion systems, lose polarity, and acquire a mesenchymal phenotype. This phenotype enables tumor cells to infiltrate surrounding tissues, and thus license these cells to metastasize in distant sites. Several markers have been recognized as indicators of EMT, such as E-cadherin, vimentin, N-cadherin, and Snail [8, 9] . E-cadherin is the best-characterized molecular marker of EMT and loss of E-cadherin expression is an EMT hallmark [9, 10] . Therefore, E-cadherin is expected to be a useful biomarker associated with invasiveness, poor differentiation and malignant phenotype in CRC. However, the correlation between the expression of E-cadherin detected by immunohistochemistry and patient survival remains controversial, and the number of cases enrolled in numerous studies published was not large enough. Therefore, it is necessary to analyze the data of Ecadherin systematically in CRC to draw a reasonable conclusion about its prognostic significance.
In this study, we performed a meta-analysis to investigate Ecadherin expression and the prognosis of patients with CRC to determine whether low E-cadherin expression is associated with poor outcome and clinicopathologic characteristics of CRC.
Methodology

Literature search
We carried out a search of the PubMed, Embase and Web of Science databases using the terms: ''E-cadherin'', ''CDH1'', ''colorectal neoplasms'', ''colorectal Cancer'', ''colon cancer'' ''rectal cancer'', ''prognosis'' with all possible combinations. The references of all the studies were manually searched for additional eligible studies. Review articles and bibliographies of other pertinent article were also inspected to find related articles.
Inclusion and exclusion criteria
The inclusion criteria in the meta-analysis were as follows: (1) to evaluate E-cadherin expression by immunohistochemistry in the human CRC tissues; (2) to assess the relationships between Ecadherin expression and CRC pathological features or prognosis; (3) to be published in English language; (4) to provided sufficient information to estimate hazard ratio (HR) or odds ratio (OR) and their 95% confidence intervals (CIs).
The articles were not in the scope of our analysis if they met the following criteria: (1) letters, reviews, conference abstracts, case reports; (2) articles which don't offer enough data to calculate the HR about overall survival (OS); (3) articles published in nonEnglish; (4) overlapping articles.
Data extraction and assessment of study quality
Two investigators (HX and JMY) reviewed each eligible study and extracted following data: the first author's name, year of publication, country of origin, number of patients, gender of patients, tumor site, disease stage, antibody source, cut-off value, condition of adjuvant therapy and survival data. Controversial problems were arbitrated by the third investigator (ZXY). Newcastle-Ottawa quality assessment scale was used to assess the quality of each study [11] .
Statistical analysis
Odds ratios (ORs) and their 95%CIs were combined to evaluate the association between E-cadherin expression and clinicopathological factors, such as differentiation grade, Dukes' stages, depth of invasion, lymphnode status and metastasis. For the pooled analysis of E-cadherin expression on survival outcome, HRs and its 95% CI were the recommended summary statistics for metaanalysis of OS. If these statistical variables were described in a literature, we pooled it directly; otherwise, they were calculated from available numerical data in the articles according to the methods described by Parmar [12] . An observed OR,1 implies unfavorable parameters for the group with decreased E-cadherin expression. An observed HR.1 implies worse survival for the group with decreased E-cadherin expression. The impact of decreased E-cadherin expression on survival or clinicopathological factors was considered to be statistically significant if the 95%CI did not overlap with 1. Heterogeneity across studies was assessed by Chi-square based Q statistical test [13] . And the I 2 statistic to quantify the proportion of the total variation, which is due to interstudy heterogeneity rather than sampling error and is measured from 0% to 100% [14] . A P.0.10 for the Q-test indicated a lack of heterogeneity among the studies, then the pooled ORs and HRs estimate of each study were calculated by the fixed-effects model (the Mantel-Haenszel method) [15] . Otherwise, the random-effects model (the DerSimonian and Laird method) was used [16] . Egger's test was used to examine the possibility of publication bias. Publication bias was indicated when p value of Egger's test ,0.05. The statistical analyses were performed using STATA version 12.0 software (Stata Corporation, Collage Station, Texas, USA). All the P values were for a two-side test and considered statistically significant when p,0.05.
Results
Description of studies
A total of 549 studies were identified from a search of the above databases using the search strategy as described above ( Figure 1 ). After scrutinizing the abstracts and full-text of these studies, a total of 27 eligible studies were ultimately chosen in this meta-analysis . The clinical features of these 27 included studies were summarized in Table 1 . These studies were published from 1996 to 2012, and total 4244 CRC patients were enrolled and investigated the relationship between E-cadherin expression and pathological features or OS. Sample sizes ranged from 37 to 1164 patients. 11 studies enrolled less than 100 patients and 4 studies included more than 200 patients. Of these 27 studies, 7 studies were conducted in Japan, 4 each in China and Greece, 2 in Turkey, 1 each in Hungary, Korea, Italy, Roumania, European, Argentina, Russia, Norway, Sweden and England. 17 studies selected the percentage of negative staining as the cut-off point, including 10 studies more than 50%, 4 studies less than 50% and 3 studies 50%.
Methodological quality of the studies
The qualities of 27 eligible studies included in our metaanalysis were assessed according to the Newcastle-Ottawascale (NOS). NOS assessed eight items of methodology, which were categorized into the three dimensions of selection, comparability, and outcome. For quality, scores ranged from 0 (lowest) to 9 (highest), and studies with scores of 6 or more were rated as high quality. 16 included studies obtained scores of 6 or more in methodological assessment, indicating that they were of high quality ( Table 1) .
Impact of E-cadherin expression on overall survival of colorectal cancer
The meta-analysis was performed on 14 studies assessing the association of E-cadherin expression with OS. The pooled HR was 2.27, (95%CI: 1.63-3.17; Z = 4.83; P = 0.000) ( Figure 2 ) with heterogeneity (I 2 67.3% P = 0.000). It suggested that loss of Ecadherin was significantly with the worse prognosis of CRC and low or absent E-cadherin expression was a valuable prognostic factor in CRC. Moreover, we also performed subgroup analysis by study location, number of patients, quality score and cut-off value. The results showed that the significant relation between low Ecadherin expression and OS was exhibited especially in Asian countries (HR = 2.86 95%CI 2.13-3.7, Z = 7.11; P = 0.000). Additionally, reduced E-cadherin expression indicated an unfavorable OS only when the cut off value of low E-cadherin expression .50% (n = 512 in 4 studies; HR = 2.08, 95%CI 1.45-2.94, Z = 4.05; P = 0.000) ( Table 2) . Subgroup analysis on other factors such as quality score, number of patients did not alter the significant prognostic impact of downregulated E-cadherin expression ( Table 2) . In a sensitivity analysis, we removed one study at a time and evaluated the rest, the summary HR ranged from 2.07 (95% CI: 1.52 -2.82) after excluding the study of Kang et al to 2.45 (95% CI: 1.71 -3.5) after excluding the study of Andras et al ( Table 3) . Zlobec (2007 ) Nanashima (1999) Filiz (2009) Ikeguchi (2000) Aoki (2003) Shioiri (2006) Andras (2012) Chen (2008) 2 
Correlation of E-cadherin expression with clinicopathological parameters
Thirteen studies evaluated the correlation of E-cadherin expression with differentiation grade. The pooled OR was 0.36(95% CI: 0.19-0.7, Z = 3.03, P = 0.002) with heterogeneity (I 2 67.4% P = 0.000) ( Figure 3A ) ( Table 4) , and it suggested that downregulated E-cadherin expression was associated with differentiation of CRC. Seven studies assessed the correlation of Ecadherin expression with Dukes' stages. The pooled OR was 0.34(95%CI: 0.21-0.55, Z = 6.61, P = 0.000), indicating that low E-cadherin expression was associated with progression of CRC ( Figure 3B ) ( Table 4) . We also assessed the association between E-cadherin expression and lymphnode status and metastasis. The pooled OR was 0.49(95% CI: 0.32-0.74, Z = 3.35, P = 0.001) and 0.45(95% CI: 0.22-0.91, Z = 2.24, P = 0.025) ( Figure 3C and 3D) (Table 4), which suggested that downregulated E-cadherin expression was associated with metastasis of CRC. Furthermore, there was no significant association between E-cadherin expression with AJCC stage and depth of invasion. The pooled OR was 0.74 (95% CI: 0.54-1.0, Z = 0.18, P = 0.051), and 0.47(95% CI: 0.19-1.16, Z = 1.64, P = 0.1), respectively ( Table 4) .
Publication bias
Egger's test indicated that there was no evidence of significant publication bias after assessing the funnel plot ( Figure S1-S5) for the studies included in our meta-analysis.
Discussion
E-cadherin is a well-described cosuppressor that was important in cell adhesion. Decreased production of E-cadherin, one of the central events underlying EMT, has been linked to increased invasiveness in several cancers [9, [44] [45] [46] . However, there is no consensus on the association between reduced E-cadherin expression detected by IHC and poor survival in patients with CRC at present. Meta-analysis is a systematical approach applied widely to the evaluation of prognostic indicators in different trials. Thus, we performed a quantitative meta-analysis to determine the association between E-cadherin expression and the survival and clinicopathological features of CRC.
To explore the connection with the CRC survival, our analysis combined the outcomes of 14 studies comprising 2730 CRC patients, indicating that the relationship between reduced Ecadherin expression and worse prognosis of CRC was obviously (HR = 2.27, 95%CI: 1.63-3.17; Z = 4.83; P = 0.000). In addition, the significant relationship was not changed in a sensitivity analysis removing each study. Subgroup analysis revealed that low Ecadherin expression was only significantly associated with poor prognosis in Asian countries, while not in European countries. Recently, E-cadherin was also reported to be related with gastric cancer or non-small cell lung cancer among Asians but not Europeans [47, 48] . These observations concurred with our finding and suggested that E-cadherin expression could be racial different as a prognostic factor. In addition, we found that the cut off value of low E-cadherin expression also altered the prognostic significance. The prognostic value of low E-cadherin expression existed when the threshold was .50% rather than #50%. Moreover, significant correlations were also observed between E-cadherin expression and clinicopathological features including differentiation grade, Dukes' stages, lymphnode status and metastasis.
In this meta-analysis, we had dealt with highly significant heterogeneity among the 27 studies. Although we used random effects models to analyze the data, heterogeneity was still a potential problem to affect meta-analysis results. Meanwhile, we only chose studies with methods of immunohistochemisty to reduce heterogeneity as soon as possible, but source and dilutions of primary antibodies, evaluation standards, clinicopathological parameters, study location, number of patients, sex and age of patients and quality score were quite different, which contributed to the heterogeneity inevitably. When the analysis on OS was performed without consideration of other factors, obvious heterogeneity was detected (I 2 = 67.3%, P = 0.000). Thus, we performed stratified analysis according to study location, quality score, number of patients and cut-off value to identify the source of the great heterogeneity, and found that when the analysis was carried out on the basis of study location, heterogeneity Roca (2006) Garinis (2003) Ilyas (1997) Pap (2009) Filiz (2009) Ozguven (2011) Fang (2010) Mohri (1996) Bravou (2005) Study Shioiri (2006) Chen (2008) Chen (2012) Nanashima ( Shioiri (2006) Fang (2010) Pap (2009) Chen (2008) Ikeguchi (2000) Lu ( Nanashima (1999) Lampropoulos (2012) Lu (2012) Shioiri (2006) Nqan (2007) Roca (2006) Filiz (2009) Chen (2008) Garinis (2003) Ikeguchi (2000) Pap ( disappeared. Therefore, the heterogeneity in this study might be explained by the patient ethnicity. Meanwhile, there were some limitations in this meta-analysis. First, the study included in our meta-analysis was restricted only to articles published in English, which probably brought about additional bias. Second, the credibility of HRs calculated from data or extracted from survival curves might be less than that of direct analysis of variance.
In summary, we showed that low or absent E-cadherin expression was significantly connected with metastasis and worse prognosis of CRC in Asian patients in this study. Furthermore, a cut off value of more than 50 percent was recommended when the negative definition of E-cadherin was determined according to the negative percentage of tumor cells in the immunohistochemical staining. However, large, well-designed prospective studies are required to further confirm our results. Figure S1 Egger's publication bias plot showed no publication bias for studies regarding the association of E-cadherin expression with overall survival (OS) in the meta-analysis: the relationship between the effect size of individual studies (HR, vertical axis) and the precision of the study estimate (standard error, horizontal axis). (TIF) Figure S2 Egger's publication bias plot showed no publication bias for studies regarding E-cadherin expression and differentiation grade in the meta-analysis. (TIF) Figure S3 Egger's publication bias plot showed the presence of publication bias for studies regarding Ecadherin expression and Dukes' stages in the metaanalysis. (TIF) Figure S4 Egger's publication bias plot showed no publication bias for studies regarding E-cadherin expression and lymphnode status in the meta-analysis. (TIF) Figure S5 Egger's publication bias plot showed no publication bias for studies regarding E-cadherin expression and metastasis in the meta-analysis. (TIF) 
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